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Inventive Steo 



Claims 



Claims 1-29. 
Claims 



: :i5 
NO 



1) . The amended set of claims 1-29 is not in conformity with 
the requirements of Art. 34 (2, b) PCT. In particular, no 
basis can be found in the original disclosure for a 
method as claimed in present claim 1 (in particular, for 
identifying a cellular ligand) . The Applicant failed to 
indicate in his letter of reply where a basis can be 
found in the original disclosure for the introduced 
amendments. The Applicant may be of the opinion that for 
example original claims 1 and 2 5 support the 
subject-matter of new claim 1. In this case, it is noted 
that the amendment is considered as presenting informa- 
tion to the skilled person which is not directly and 
unambigously derivable from that previously presented in 
the application, even when account is taken of matter 
which is implicit to a person skilled in the art. 
Furthermore, the features as presented in claims 10 and 
11 are also not obviously derivable from the original 
disclosure, neither from figure 1 nor from the corre- 
sponding explanations in the description. 
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2) 



With respect to the given time limits which were already 
extended, the Applicant cannot be given another opportu- 
nity to file an amended set of claimb which meets the 
requiremients of Art. 34 (2, b) PCT , 

Therefore, examination for novelty and inventive step of 
the present claims is carried out for a method which re- 
fers to the identification of biologically active 
nucleic acids or peptides (claim 1) , further not includ- 
ing the subject-matter of claims 11 and 12. 

In view of the limited available prior art, it would ap- 
pear that the subject-matter of claims 1-10, and 13-29 



^„ ^^,.^1 ^^^^-K-H-i nrr ^n AT^r 3 ( 2 ) PCT . 



ii) It would further appear that with respect to the prior 
art cited in the ISR, the idea on which the present in- 
vention is based was not obviously and logically deriv- 
able. The IPEA is of the opinion that apart from the 
document cited in the application (page 3), there exist 
a number of further documents which deal with in vitro 
selection (SELEX) , a technique that allows the simulta- 
neous screening of highly diverse pools of different RNA 
or (ss, ds) DNA molecules for a particular feature. How- 
ever, non such documents were cited in the ISR, possibly 
because they refer to an in vitro selection system. In 
contrast, the present application is directed to a se- 
lection method in an "in vivo" system. 

The problem to be solved by the present invention is the 
identification of biologically active nucleic acids and 
peptides by use of totally random DNA sequences ex- 
pressed in an appropriate system. In paricular, accord- 
ing to the present method, a eukaryotic host cell is 
transformed with a vector containing synthetic random 
DNA sequences. Upon expression of these sequences, the 
cells are screened for a resulting biological effect 
possibly provoked by the synthesized random RNA or the 
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corresponding random translation product. 
None of the documents cited in the ISR discloses means 
and methods similar to those of the present invention or 
expresses the need for an in vivo selection system.. 

Thus, the application does further appear to be based on 
inventive activity according to Art. 33(3) PCT . 



?on ?CT. :?EA/ 405 'sheet 4; :Jarjaarv 1994 
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VIII. Certain observations on the international application 



following coservations on the clarity of :h5 claiins, cescnpcicn, ana nrawmgs :: on :ne qucsoion wne:ne: :n 
■aims are lully 5uppor:ed by :he description, are "ace: 

Most of the claims are not considered to fulfil the re- 
quirements of articles 5 and 6 PCT . 

Article 6 PCT 

The expressions "... in which restrictions upon the ran- 
domness may be introduced "purification tag'\ "... 
by the principle of "anchor residues",, "other 
leader molecules or recognition sequences" are vague and' 
render the subject-matter claimed open to interpreta- 
tion . 

The protein of claim 22 which is simultaneously ex- 
pressed from the library vectors lacks any technical 

This is also true for the protein of claim 29 which is 
not sufficiently defined. It is noted that the "random 
peptide" does not convey any technical or functional 
characteristics . 

The term "coupled to" (claim l) , should be precised (in- 
troduced into or fused to) . 

Art . 5 PCT 

The claims refer to subject-matter defined by general 
features so that the scope of protection claimed appears 
very broad. The method of claim 1 for example does not 
define the length of the biologically active nucleic ac- 
ids or the peptides. It further does not define the vec- 
tor used nor the eukaryotic cells transformed with said 
vector . 
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Having regard to the description, the claims may be con- 
sidered to enjoy a "formal" support. However, the de- 
scriotion laches sufficient technical info rm a t i o n and 
firm evidence that the selection method actually works 
in an in vivo system. (It is noted that this is the in- 
ventive idea!) . One may argue that the invention makes 
use of conventional methods applied in the art for re- 
combinant expression of peptides or proteins in appro- 
priate host cells, e.g. as described in document 
WO95/04824 so that the skilled person may carry out the 
in vivo selection method without undue burden. 
On the other hand, even the examples appear to reflect 
merely a theoretical concept. In particular, they lack 
any detailed technical data concerning the particular 
procedure steps and, not to mention, the identification 
of biologically active nucleic acids or peptides. More- 
over, not a single ligand or a drug identified or 
developped by use of the biologically active nucleic ac- 
ids or peptides is shown. 

In view of the above, the IPEA is therefore of the opin- 
ion that the claims are not sufficiently supported by 
the description (Art. 6 PCT) which in view of the broad 
field covered is insufficient (Art. 5 PCT) . 



In view of Art. 5 PCT, it should be clear that the 
"codon split synthesis" forms part of methods already 
used in the art at the date of filing (priority date!) . 
In this context, the Applicant's attention is further 
drawn to the fact that the document submitted with let- 
ter of 05.09.97 cannot be taken as support for suffi- 
cient disclosure of the " temperature-ligation method" 
(published after the priority date of the present appli- 
cation) . 
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PATENT CLAIMS 

1. A method for identification of biologically active 
peptides and nucleic acids comprising the following 

5 steps: (a) production of a pool of appropriate vectors 
each containing totally or partly random DNA sequences, 
(b) efficient transduction of said vectors into a number, 
of identical eukaryotic cells in such a way that a single 
ribonucleic acid and possibly peptide is expressed or a 

10 limited number of different random ribonucleic acids and 
peptides are exF>r^ssed by each cell, (c) screening of 
said transduced cells to see whether some of them have 
changed a certain phenotypic trait, (d) selection and 
cloning of said changed ceils, (e) isolation and sequenc- 

15 ing of the vector DNA \ in said phenotypically changed 
cells, and (f) deducing the ribonucleic acid and peptide 
sequences from the DNA sequence. 

2. A method according to claim 1, in which 
20 is a peptide sequence introduced into or 

larger protein, preferably a F{ab) fragment 
body molecule. 

3. A method according to claim 1 br 2, in which the 
25 amino acid sequences of the random peptide library are 

encoded by synthetic DNA sequences /oligonucleotides pro- 
duced by codon split synthesis, where defined DNA codons 
are synthesized in a random order. 

30 4 . A method according to claim 1 or 2 , in which the 
amino acid sequences of the random peptide library are 
encoded by synthetic DNA sequences/oligonucleotides pro- 
duced by conventional random oligonucleotide synthesis. 

35 5. A method according to any one of claims 1-4 in which 
the random DNA sequences are introduced into the expres- 
sion vector by the principle of site directed PCR- 



the peptide 
fused to a 
or an anti- 
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mediated mutagenesis hereby ensuring the complexity of 
the library . 

6. A method according to claim 5 in which 3 ' -5 ' exonu- 
5 clease trimming of PGR product 3' ends is used for opti- 
mal combining efficiencies of two such PGR products. 

7- A method according to any one of claims 1-6, in which 
temperature-cycling ligation is used for optimal ligation 
10 of a DNA fragment into a vector , maintaining a high di- 
versity of the library for transfection into packaging 
cells . 

8. A method according to any one of claims 1-7, m which 
15 the random DNA sequences are introduced into the number 

of eukaryotic cells in such a way that only one DNA se- 
quence is introduced in each cell, one cell expressing 
one ribonucleic acid and possibly one peptide, thus ena- 
bling a particular sequence to by isolated and analyzed. 

20 

9. A method according to any one of claims 1-8, in which 
the random DNA sequences are introduced into the eukary- 
otic cells by the use of appropriate viral vectors se- 
lected from e.g. retrovirus or vaccinia virus. 

25 

10. A method according to claim 9, in which the vector 
used is a retroviral vector. 

11. A method according to claim 9 or 10, in which the 
30 random DNA sequences are produced as linear PGR products 

which are directly introduced into the virus packaging 
cells by non-viral transfection methods. 

12. A method according to any one of claims 9-11, in 
35 which the viral DNA introduced into the cells is ampli- 
fied directly by PGR and used for retrans feet ion of new 
target cells with the purpose of eliminating false posi- 
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20 



tives and/or enabling the "one cell - one ribonucleic 
acid or peptide" concept. 

13 . A method according to any one of claims 9-12 , in 
5 which the viral titer of retroviral packaging cell lines 
is increased by transient transfection with a functional 
tRNA gene corresponding to the PBS in the vector, 

14- A method according to any one of claims 9-13, in 
10 which a packaging cell line constructed from a vector ex- 
pressing a single transcript translating the three poly- 
proteins/proteins, gag-pol, a drug resistance gene, and 
the env gene is used , 

15 15. A method according to any one of claims 9-14, in 
which a semi-packaging cell line with a corresponding 
minivirus /vector enabling vector expression after trans- 
duction rather than transfection of cells is used, 

20 16. A method according to any one of claims 1-15, in 
which appropriate restrictions upon the random nature of 
the expressed peptides are introduced such as e.g. glyco- 
sylation sites and anchor residues. 

25 17. A method according to any one of claims 1-16, in 
which the biologically active peptide or protein also 
contains a purification tag enabling the direct isolation 
of the biologically active protein as well as the target 
protein causing the biological activity. 

30 

18- A method according to any one of claims 1-17, in 
which appropriate signal peptides, other leader molecules 
or recognition sequences also are encoded by the intro- 
duced DNA in such a way that they are fused to the ex- 
35 pressed random peptides, or the expressed proteins con- 
taining the random peptide sequences, enabling these to 
be directed towards defined cellular compartments. 
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19. A method according to any one of claims 1-18, in 
which the random DNA sequences are introduced into, or 
fused to a DNA sequence encoding a larger protein ex- 
pressed simultaneously from the library vectors. 

5 

20. A method according to 
proteins are selected from 
lar proteins, and membrane 
ing molecules . 

10 

21. A method according to claim 19 or 20, in which the 
larger protein is derived wholly or partly from the heavy 
and/or light chain of an antibody molecule. 

15 22. A method according to any one of claims 1-21, which 
is used for identification of T cell epitopes. 

23. A method according to any one of claims 1-21, which 
is used for identifying biologically active peptides 

20 which regulate cell surface expression of proteins. 

24. Use of a ribonucleic acid or peptide identified by 
the method according to any one of claims 1-23 as a lead 
compound for drug development. 

25 

25. Use of a ribonucleic acid or peptide identified by 
the method according to any one of claims 1-23 for isola- 
tion of the cellular ligand interacting with said ribonu- 
cleic acid or peptide. 

30 

26. Use of a larger protein containing 
amino acid sequence identified by the method 
any one of claims 1-21 for isolation of the 
gand interacting with said larger protein. 



claim 19, in which the larger 
secreted proteins, intracellu- 
proteins e.g. signal transduc- 



a particular 
according to 
cellular li- 
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States 
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S0RENSEN, Michael .Schandor f 
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This person is: 

1 1 apphcant only 

[x 1 apphcant and inventor 
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^>iaie (i.e, country) oi nationahty; 

DK Denmark 


State (i e. country) of residence: 
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This person is: 

1 1 applicant only 

1^ 1 applicant and inventor 

1 1 inventor only (If this check-box 
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ouiic (I.e. country) or nationahty: 

DK Denmark 


State (i.e. country) of re; 

DK Denmark 
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oidic {I.e. country) ot nationality: 
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Tlu^ following designations are hereby made under Rule 4.9(a) (mark ihc applicable check-boxes, ai least one musi be marked): 
Ket^ional I*atcnt 

[x] AI* ARIPO Patent: KE Kenya, LS Lesotho, MW Mul.iwi, SD Sudan, SZ Swaziland, UG Uganda, and any other State which 
is a Contracting State of the Harare Protocol and of ttie PC F 

EA Eurasian Patent: AZ Azerbaijan, BY Belaais, KZ Kazjikstan, RU Russian Fedcration,TJTajikistan, TMTurkmenistan 
and any other Slate which is a Contracting State of ihe Eurasian Patent Convention and of the PCT ' 

[x] EP European Patent: AT Austria, BE Belgium, CH and LI Switzerland and Liechtenstein, DE Germany DK Denmark 
ES Spam, FR France, GB United Kingdom, GR Greece, IE Ireland, IT Italy, LU Luxembourg ' MC Monaco' 
NL Netherlands. PT Portugal, SE Sweden, and any other State which is a Contracting State of the European Patent 
Convention and of the PCT ^ 

[X] OA OAPI Patent: BF Burkina Faso, BJ Benin, CF Central African Republic, CG Congo, CI Cote d'lvoirc CM Cameroon 
GA Gabon, GN Guinea, ML Mali, MR Mauntama, NE Niger. SN Senegal, TD Chad, TG Togo, and any other State 
which isamembcrStateofOAPIandaContractingStatcoftlicPCT(/;^o/W^i>i£yo/prorec^^^^ snecifv 
on dolled line) •''^ 

National Patent (if other kind of protection or treatment desired, specify on dotted line): 

AL Albania MD Republic of Moidova 
[T^ AM Armenia |^ MG Madagascar 

G3 AT Austria MK The former Yugoslav Republic of Macedonia 

[y\ AU Australia 

(3 Azerbaijan MN Mongolia 

BB Barbados ^ MW Malawi 

[3 BG Bulgaria Mx Mexico 

□ Brazil NO Norway 

[X] BY Belarus g] NZ New Zealand 

[X] CA Canada Pl^ Poland 

CH and LI Switzerland and Liechtenstein ^ PT Portugal 

[X] CN China rO Romania 

[x] CZ Czech Republic RU Russian Federation 

[X] DE Germany SD Sudan 

[X] DK Denmark SE Sweden 

H Estonia 0 SG Singapore 

[X] ES Spain ^ SI Slovenia 

[X] FI Finland SK Slovakia 

[x] GB United Kingdom ^ TJ Tajikistan 

0 Georgia TM Turkmenistan 

[x] HU Hungary [x] TR Turkey 

03 IS Iceland ^ TT Trinidad and Tobago 

S JP Japan Ukraine 

[X] KE Kenya ^ UG Uganda 

[x] KG Kyrgyzstan ^ US United States of America 

[xl KP Democratic People's Republic of Korea .... 

[x] UZ Uzbekistan 

[x] KR Republic of Korea [x] VN Viet Nam 

0 KZ Kazakstan 

LK Sri Lanka Check-boxes reserved for designating States (for the purposes of 

L— J a national patent) which have become party to the PCT after 

|_XJ LR Liberia issuance of this sheet: 

[x] LS Lesotho □ 

jx] LT Lithuania Q 

Luxembourg 

[g LV Latvia Q 



M^'^^ft!^' P^T made above, the applicant also makes under Rule 4.9(b) all designations which would be permiUed 

under the PC I except the dcsignat(on(s) of ^ 

The applicant declares that those additional designations are subject to confirmation and that any designation which is not confirmed 
before the expiration of 15 months from the priority date is to be regarded as withdrawn by the applicant at the expiration of that time 

Umxi. (Confrmatton of a desi^tiort consists of tlu^ filing of a notice spccifymg that designanon and the payment of ti^ designation and confirmation 
fees. Confirmation must reach the recetving Office within the 1 5-month time limit.) ^ ^ ana conjirmaiion 
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Box No. VI PRIORITY CLAIM 



Further priority claims arc indicat^W! the Supplemental Box | [ 



I he priority of the following earlier application(s) is hereby claimed: 



CJ o u n t ry 
(in which, or for which, (he 
application was filed) 


I- i ling Date 

( dav/m o n t li/ye a r) 


Application No 


Office of niintz, 
(only for regional or 
international application ) 


item (1) 

DK Denmark 


( L) z . U b . y D y 
02 June 1995 


0629/95 




item (2) 








item (3) 









Mark (he following check-box if (he cerdfied copy of (he earlier applicadon is to be issued by the Office which for (he purposes of (he present international 
application is the receiving Office (a fee may be required). 



□ 



The receiving Office is hereby reauested to prepare and transmit to the International 
Bureau a certified copy of the earlier application(s) identified above as item(s) : 



Box No. VII INTERNATIONAL SEARCHING AUTHORTTY 



Choice of International Searching Authority (ISA) (If or more International Searching Authorities / SE 

are competent to carry out the international search, indicate the Authority chosen; the two-letter code may be used): ISA /____ 



Earliersearch Fill in where a search (international, international-type or other) by the International Searching A uthority has already been carried 
otU or requested and the A uthority is now requested to base the international search to the extent possible, on the results of thai earlier search Identify 
such search or request either by reference to the relevant application ( or the translation thereof) or by reference to the search request. 
Country (or regional Office): Date (day/ month/year): Number: 



Box No. VIII CHECK LIST 



This international application contains 



1, request 


5 


sheets 




2. description 


17 


sheets 


2 


3. claims 


4 


sheets 




4, abstract 


1 


sheets 


3 


5. drawings 


1 


sheets 





Total 



2 8 sheets 



This international application is accompanied by the item{s) marked below: 
1. 



□ 


separate signed 
power of attorney 


5. 




fee calculation sheet 


□ 


copy of general 
power of attorney 


6. 


□ 


separate indications concemmg 
deposited microorganisms 


□ 


statement explaining 
lack of signature 


7. 


□ 


nucleotide and/or amino acid 
sequence listing (diskette) 


0 


priority document(s) 
identified in Box No. VI 
as item(s): 1 


8. 


□ 


other (specify). 



Figure No. 



of the drawings (if any) should accompany the abstract when it is published. 



Box No. IX SIGNATURE OF APPLICANT OR AGENT 



Next to each signature, indicate the name of the person signing and the 

MOURITSEN & ELSNER A/S 



S0ren Mouritsen 
Man. Director 



(if such 

^ %^ 

Finn Skou Pedersen 




ity is notffbyiousjrom reading the request). 

ens Duch 
Michael Schandorf Sorensen 



itsen 



Iben, Dalum 



Peter Hindersson 



AnB^rs Henrik Lund 



1. 


Date of actual receipt of the purported 
international application: 


^or recei 




2. Drawings: 


3. 


Corrected date of actual receipt due to later but 
timely received papers or drawings completing 
the purported international application: 






I [ received: 


4. 


Date of timely receipt of the required 
corrections under PCT Article I 1(2): 






1 1 not received: 


5. 


International Searching Authority tq a / 
specified by the applicant: loA / 




6. 1 1 Transmittal of search copy delayed 
1 1 until search fee is paid 





For International Bureau use only 



Date of receipt of the record copy 
by the International Bureau: 



Form PCT/RO/IOl (last sheet) (January 1 994 ; reprint January 1 996) 



See Notes to the request form 



L7 ANSWF^R 17()F37 EMBASE COPYRIGHT 2001 ELSEVIER SCI. B.V. 
ACCESSION NUMBER: 75197371 EMBASE 
DOCUMENT NUMBER: 1 975 197371 
TITLE: Ribodeoxyviruses and cancer. 

AUTHOR: Temin H,M. 

CORPORATE SOURCE: McArdle Lab., Univ. Wisconsin, Madison, Wis. 53706, United 
States 

SOURCE: Journal ot the American Medical Association, (1974) 230/7 

(1043-1045), 

CODEN: JAMAAP 
DOCUMENT TYPE: Journal 
FILE SEGMENT: 047 Virology 

005 General Pathology and Pathological Anatomy 

016 Cancer 
LANGUAGE: English 

AB Ribodeoxyviruses are viruses whose particles (virions) are enveloped and 
contain RNA and a DNA polymerase. Some of these viruses cause cancer, but 
most do not, nor do they cause any other disease. Ribodeoxyviruses 
replicate through a DNA intermediate, the DNA ***provirus*** . The DNA 
***pro virus*** can be assayed as infectious DNA. Because ribodeoxyvirus 
information can be present in cells as a part of the cell genome, it needs 
no viral functions for its maintenance. Therefore, ribodeox>"V'iruses often 
persist in cells with little or no viral gene ***expression*** . Most 
cancers in animals do not contain infectious ribodeoxyviruses, although 
they may contain ribodeoxyvirus genes and products. These same genes and 
products are, however, found with about the same frequency in normal 
cells, so that their presence in human tumors would not indicate an 
etiologic relation between ribodeoxyviruses and human cancer. It has been 
suggested that ribodeoxyvimses and the genes for cancer evolve 
independently from a normal cellular system of DNA to RNA to DNA 
information transfer. 
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o\'cr. I nis pnenomcnon 
jr the 



bv chromo>omal crossinu 
' genetic rcu^MJfuncnt dc cause each or 
produced will be genot\ picaiU- unique 
pjplQid organisms reproducing bv sexual mean^ 
eatlv benehc trom the fact that one of the two 
^'^^ of each gene can mutate and ser\"e as the source 
^ ryenetic di\'ersit\- Benehcial mutari(.:jns from 

H ffercnt^ individuals of the same species can come 
* ether bv sexuai reproduction and thus be spread 
^^^[y among the population. In asexuali\- repro- 
ducing procar\-otes. on the other hand indepen- 
^^>Pitiv derived benencuU mutations com. pete with one 
nother m the o cell populations that spawned them, 
nd united until a sexual process occurs (ir 

it occurs at all). 

Processes similar to sexual reproduction also oc- 
cur in procar\'Otcs, but by mechanisms that are quite 
distinct from the process in eucarvotes. First, the pro- 
cess is quite fragmentary', almost never involving 
v^'hole chromosome complements of the t\vo cells. 
Second, the DNA is transferred in onlv one direction, 
from a donor to a recipient Third, the mechanisms 
bv which DNA transfer occurs are specialized Three 
distinct types of mechanisms 'for DNA transfer have 
been recognized: 1) Conjugation, in which DNA 
transfer occurs as a result of ceil-to-cell contact. Con- 
jugation is the bacterial process that m.ost c!osel\' re- 
sembles sex in eucaryotes 2) Transduction . in which 
DNA transfer is mediated b\' viruses. 3) Transfor- 
mation, in which free DNA is involved In transfor- 
mation, the donor cell generally Uses, releasing DNA 
into the medium, and some of this free (naked) DNA 
is taken up bv recipient cells \>:'e discuss the details 
of these various DNA transfer processes in Chapter 

Although biologists ha\'e struggled for \ears to 



understand wh%" -cxuai renroducuon <o Nucce^vrul 
the general conclusion > rhat >exuai proces-^e^ an^i 
the rc^hurtllnu or 'jen.e^ mat it entails, m. ust tncrea>e 
the prot:>ab!lit\ or sup.i\ai and success ot the organ- 
ism in its en\ironmen[ In the case of bacteria, it 
should be pointed out that our knowledge of bacterial 
sexual n;. is quite limited. Although laborator\- e\'i- 
dence suggests ^hat sexual it\" is not the norm in bac- 
teria, in nature ih\> ma\ noi be the case. Indeed e^■l- 
dence from studies or the bacterial transfer of 
antibiotic resistance uenes M)cated on sm,a!I ucnetic 
elements called plasmids (see Section S 5) suggest 
that scxuai processes among bacteria in nature ma\ 
be widespread. Thus, reshufrling of genes bv sexual 
processes in bacteria ma\' actual K' be an important 
mechanism tor generating genetic di\ersit\' in these 
organisms as \\'e:'. 



3.18 Comparisons of the Procaryotic 
and Eucaryotic Cell 

At this stage it might be useful to draw comparisons 
between the procarvotic and eucarvcHic ceil, h should 
be clear b\' now that there are profound difterenco 
in the structures or these iwo eel! t'- pes. One ii-ipor- 
tant distii^ctiun :^ that eucar\otes have man\ t\ pes or 
cellular r u n c 1 1 o n s s e g re ga t c d into membra n e • c o n t a i n - 
ing structures VX e discussed m. itochondria .md chU>- 
ropiasts earlier and Table 3 -i lists a number of other 
membranous structures 

Table 3 5 groups these differences into several 
categories of which the most important are; nuclear" 
structure and function. c\topiasmic structure and or- 
ganization, and forms of motilit\". 



^abie 3.4 Membrane-containing structures in eucaryotes 



fStnicture 



.v> Characteristics 



Function 



Mitochondria" jr>:j^j^-^^ Bactcria-sizc, complex imcrnai membrane 

*CWoroplasts^^^^^^^^^ Green ^ chlorophyll-containing, many /^^^ 

Endoplasmic^ -^^^^'V rNot i distinct organelle^ extensive array of - 
^Ycticulum ^ Internal membranes . '-4^ ^ 



IGblgi bodies 



^^^^J4cmbranc aggregates of distinci structure 



^5t-;vv' Round, membrane-enclosed bodies of low 



acuolcs 

Lysosomes =.1^^: Submicroscopic membrane-enclosed 
^ $3^ i.^y particles . - . 

' Submicroscopic membrane-enclosed 
% , - particles 
Glyox^-somes ~. : Submicroscopic mcmbrane-encioscd 

Nucleus '-/" Large, generally centraiiy located 



^Peroxisomes 



Energy* generation: respiration / ^ 

Photos\Tithesis - -tr-*^"^.*^ - 

Protein synthesis ' v^^ ^^ .!r; ,: ^ "l.-^ 

Secretion of enzymes and other ^ V -* 
\ macromolecules - 
Food digestion: food vacuoles; waste 
• product excretion: contractile vacuoles 
Contain and released digestive enzvmes 

Photorespiration in plants 

Enzymes of gIyox\ iate cycle 

Contains genetic material 
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1 ] the international applicacion as originally filed. 



[x] the description, pages 1-17_ 

pages 

pages 

pages 



as originally filed; 
_; filed with the demand, 
filed with the letter of 
filed with the letter of 



Nos. 
Nos. 



Nos. l-29_ 
Nos. 



as originaiiy filed, 

as amended under Article 19, 
_, filed with the demand, 

filed with the letter of 05.09. 97, 
_; filed with the letter of , 



[xl the drawings, sheets/fig l/l_ 

sheets/fig 

sheets/fig 

sheets/fig 



2. The amendments have resulted in the cancellation of: 

[ 1 the description, pages 

[ I the claids, Nos. 



1 the drawings, sheets/fig 



as originally filed, 
filed with the demand, 
filed with the letter of 
filed with the letter of 



3. [ 1 This report has been established as if (soie of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 



4. Additional observations, if necessary: 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step and industrial applicability; 
citations and explanations supporting such stateient 



1. STATEMENT 



Novelty IN) Clairns 1, part. -IC, par:. , 13, part. -29, part. YES 

Claims NO 

Inventive Step (IS) Claiis l,,part.-10,parc. , 13, part. -29, part. YES 

Claims NO 

Industrial Applicability !IA! Claims 1-29 YES 

Claims ^ NO 



2. CITATIONS AND EXPLANATIONS 

1) . The amended set of claims 1-29 is not in conformity with 
the requirements of Art. 34 (2, b) PCT. In particular, no 
basis can be found in the original disclosure for a 
method as claimed in present claim l (in particular, for 
identifying a cellular ligand) , The Applicant failed to 
indicate in his letter of reply where a basis can be 
found in the original disclosure for the introduced 
amendments. The Applicant may be of the opinion that for 
example original claims 1 and 2 5 support the 
siibj ect -matter of new claim 1. In this case, it is noted 
that the amendment is considered as presenting informa- 
tion to the skilled person which is not directly and 
unambigously derivable from that previously presented in 
the application, even when account is taken of matter 
which is implicit to a person skilled in the art. 
Furthermore, the features as presented in claims 10 and 
11 are also not obviously derivable from the original 
disclosure, neither from figure 1 nor from the corre- 
sponding explanations in the description. 
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2) . With respect to the given time limits which were already 
extended, the Applicant cannot be given another opportu- 
nity to file an amended set of claims which meets the 
requirements of Art. 34{2,b) PCT. 

Therefore, examination for novelty and inventive step of 
the present claims is carried out for a method which re- 
fers to the identification of biologically active 
nucleic acids or peptides (claim l) , further not includ- 
ing the subject-matter of claims 11 and 12. 

i) In view of the limited available prior art, it would ap- 
pear that the subject-matter of claims 1-10, and 13-29 
is novel according to Art. 33(2) PCT. 

ii) It would further appear that with respect to the prior 
art cited in the ISR, the idea on which the present in- 
vention is based was not obviously and logically deriv- 
able. The IPEA is of the opinion that apart from the 
document cited in the application (page 3) , there exist 
a number of further documents which deal with in vitro 
selection (SELEX) , a technique that allows the simulta- 
neous screening of highly diverse pools of different RNA 
or (ss, ds) DNA molecules for a particular feature. How- 
ever, non such documents were cited in the ISR, possibly 
because they refer to an in vitro selection system. In 
contrast, the present application is directed to a se- 
lection method in an "in vivo" system. 

The problem to be solved by the present invention is the 
identification of biologically active nucleic acids and 
peptides by use of totally random DNA sequences ex- 
pressed in an appropriate system. In paricular, accord- 
ing to the present method, a eukaryotic host cell is 
transformed with a vector containing synthetic random 
DNA sequences. Upon expression of these sequences, the 
cells are screened for a resulting biological effect 
possibly provoked by the synthesized random RNA or the 
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corresponding random translation product. 
None of the documents cited in the ISR discloses means 
and methods similar to those of the present invention or 
expresses the need for an in vivo selection system. 

Thus, the application does further appear to be based on 
inventive activity according to Art. 33(3) PCT . 
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VIII. Certain observations on the international application 



The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 

Most of the claims are not considered to fulfil the re- 
quirements of articles 5 and 6 PCT. 

Article 6 PCT 

The expressions "... in which restrictions upon the ran- 
domness may be introduced "purification tag", "... 
by the principle of ...", "anchor residues", "other 
leader molecules or recognition sequences" are vague and 
render the subject-matter claimed open to interpreta- 
tion . 

The protein of claim 22 which is simultaneously ex- 
pressed from the library vectors lacks any technical 
definition . 

This is also true for the protein of claim 23 which is 
not sufficiently defined. It is noted that the "random 
peptide" does not convey any technical or functional 
characteristics . 

The term "coupled to" {claim l) , should be precised (in- 
troduced into or fused to) . 

Art. 5 PCT 

The claims refer to subject-matter defined by general 
features so that the scope of protection claimed appears 
very broad. The method of claim 1 for example does not 
define the length of the biologically active nucleic ac- 
ids or the peptides. It further does not define the vec- 
tor used nor the eukaryotic cells transformed with said 
vector . 
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Having regard to the description, the claims may be con- 
sidered to enjoy a "formal'* support. However, the de- 
scription lacks sufficient technical information and 
firm evidence that the selection method actually works 
in an in vivo system. (It is noted that this is the in- 
ventive idea!) . One may argue that the invention makes 
use of conventional methods applied in the art for re- 
combinant expression of peptides or proteins in appro- 
priate host cells, e.g. as described in document 
WO95/04824 so that the skilled person may carry out the 
in vivo selection method without undue burden. 
On the other hand, even the examples appear to reflect 
merely a theoretical concept. In particular, they lack 
any detailed technical data concerning the particular 
procedure steps and, not to mention, the identification 
of biologically active nucleic acids or peptides . More- 
over, not a single ligand or a drug identified or 
developped by use of the biologically active nucleic ac- 
ids or peptides is shown. 

In view of the above, the IPEA is therefore of the opin- 
ion that the claims are not sufficiently supported by 
the description (Art. 6 PCT) which in view of the broad 
field covered is insufficient (Art. 5 PCT). 

In view of Art. 5 PCT, it should be clear that the 
"codon split synthesis" forms part of methods already 
used in the art at the date of filing (priority date!) . 
In this context, the Applicant's attention is further 
drawn to the fact that the document submitted with let- 
ter of 05.09.97 cannot be taken as support for suffi- 
cient disclosure of the " temperature-ligation method" 
(published after the priority date of the present appli- 
cation) . 
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PATENT CLAIMS 



nucleic acids or peptides or their cellular ligands, 
5 which comprises the steps of (a) production of a pool of 
appropriate vectors each containing a DNA sequence to be 
examined, (b) efficient transduction of said vectors into 
a number of identical eukaryotic cells in such a way that 
a single ribonucleic acid and possibly peptide is ex- 

10 pressed or a limited number of different ribonucleic ac- 
ids and peptides are expressed by each cell, (c) screen- 
ing of said transduced cells to see whether some of themi 
have changed a certain phenotypic trait, and (d) selec- 
tion and cloning of said changed cells, characterized in 

15 that the pool of appropriate vectors in step (a) contain 
totally or partly random DNA sequences selected from the 
group consisting of: 



i) synthetic totally random DNA sequences, 



20 



ii) synthetic random DNA sequences, in which restric- 
tions upon the randomness m.ay be introduced for the 
purpose of limiting the number of available se- 
quences and/or for the introduction of post- 
25 translational modifications of expressed peptides; 

iii) synthetic random DNA sequences like (i) or (ii) cou- 
pled to coding sequences of purification tags in or- 
der to facilitate the purification and identifica- 

30 tion of expressed peptides; and 

iv) synthetic random DNA sequences like (i), (ii) or 
(iii) coupled to the coding sequence of a protein; 




2 



and that either 

(&) the vector DMA in the Dhenotvpicaii v chancreci ceils is 
isolated and sequenced, and the sequences of the biologi- 
5 caily active ribonucleic acids or peptides are deduced 
from the sequenced vector DNA; 

or 

10 (f) the biologically active ribonucleic acids or peptides 
expressed in the phenotypically changed cells are used 
directly for isolation of a ligand molecule to said ribo- 
nucleic acid or peptide. 

15 2. A method according to claim 1, in which the peptide 
is a peptide sequence introduced into or fused to a pro- 
tein, preferably a F(ab) fragment or an antibody mole- 
cule . 

20 3 . A method according to claim 1 or 2, in which the 
amino acid sequences of the random peptide library are 
encoded by synthetic DNA sequences/oligonucleot ides pro- 
duced by codon split synthesis, where defined DNA codons 
are synthesized in a random order. 

25 

4. A method according to claim 1 or 2, in which the 
amino acid sequences of the random peptide library are 
encoded by synthetic DNA sequences/oligonucleotides pro- 
duced by conventional random oligonucleotide synthesis. 

30 

5. A method according to any one of claims 1-4 in which 
the random DNA sequences are introduced into the expres- 
sion vector by the principle of site directed PCR- 
mediated mutagenesis hereby ensuring the complexity of 

35 the library. 



3 



6. A method according to claim 5 in which 3 '-5' exonu- 
clease trimming of PGR product 3' ends is used for opti- 

iliO- -i- »_'iLLi_' _L. ± i _i_ 1 i ^ j_ J t_ _l_ "3: i i — i-:* '_' i i j- ' \ i ' ' >_< i_i >_ , 

5 7. A method according to any one of claims 1-6, in which 
temperature-cycling ligation is used for optimal ligation 
of a DNA fragment into a vector, maintaining a high di- 
versity of the library for transfection into packaging 
cells . 

10 

8. A method according to any one of claims 1-7, in which 
the randomu E'NA sequences are introduced into the number 
of eukaryotic cells in such a way that cnly csne DNA se- 
quence is introduced in each cell, one cell expressing 

15 one ribonucleic acid and poss ibly one peptide , thus ena- 
bling a particular sequence to by isolated and analyzed, 

9. A method according to any one of claims 1-8, in which 
the random DNA sequences are introduced into the eukary- 

20 otic cells by the use of appropriate viral vectors se- 
lected from e.g. retrovirus or vaccinia virus. 

10. A method according to claim 9,. in which the vector 
used is a retroviral vector. 

25 

11. A method according to claim 10, in which the 
retroviral vector has heterologous ends to facilitate 
PCR-based generation of the random DNA sequences. 

30 12. A method according to claim 11, in which the het- 
erologous ends contain two different promoters. 

13. A method according to any one of claims 10-12, in 
which the retroviral vector contains a CMV promoter re- 
35 placing the viral promoter in the 5'-LTR. 
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15 



20 



30 



35 



14. A method according to any one of claims 9-13, in 
which the random DNA sequences are produced as linear PGR 

r o du c r s w h i c h ,=i r H i m t" i \ ^ n t- r- r-. ,h t; .-^ h r-, f- + i . . > . ^ ^ ^ _ 

- ^ " " ' ' ' ' ' ' ' " J- ^ • — 1- J i . t_ ^ '.^"^ i i L 'vJ L II e V" 1 r U CD 

packaging cells by non-viral transfection methods. 

1 5 . A m^e tnco according ro any one o f claims 9- 14, in 
which the viral DNA introduced into the cells is ampli- 
fied directly by PGR and used for retrans f ec t ion of new 
target cells with the purpose of eliminating false posi- 
tives and/or enabling the "one cell - one ribonucleic 
acid or peptide" concept. 



lo. A xmethod according to any one of claims 9-15, in 
which the viral titer of retroviral packaging cell lines 
is increased by transient transfection with a functional 
tRNA gene corresponding to the PBS in the vector. 



17. A method according to any one of claims 9-16, 
which a packaging cell line constructed from a vector ex- 
pressing a single transcript translating the three poly- 
proteins/proteins, gag-pol, a drug resistance gene, and 
the env gene is used. 

18. A method according to any one of claims 9-17, in 
25 which a semi-packaging cell line with a corresponding 

minivirus/vector enabling vector expression after trans- 
duction rather than transfection of cells is used. 



19. A method according to any one of claims 1-18, in 
which appropriate restrictions upon the random nature of 
the expressed peptides are introduced such as e.g. glyco- 
sylation sites and anchor residues. 

20. A method according to any one of claims 1-19, m 
which the biologically active peptide or protein also 
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contains a purification tag enabling the direct isolation 
of the biologically active protein as well as the target 
p r cj t e i n c a u s i n q the b i o 1 o a i c a 1 a c t i v i t v . 

21. A method according to any one of claims 1-20, in 
which appropriate signal peptides, other leader molecules 
or recognition sequences also are encoded by the intro- 
duced DNA in such a way that they are fused to the ex- 
pressed random peptides, or the expressed proteins con- 
taining the random peptide sequences, enabling these to 
be directed towards defined cellular compartments. 

22. A m.ethod according to any one ot claims 1-21, in 
which the random DNA sequences are introduced into, or 
fused to a DNA sequence encoding a protein expressed si- 
multaneously from the library vectors. 

23. A method according to claim 22, in which the protein 
is selected from the group consisting of secreted pro- 
teins, intracellular proteins, and membrane proteins e.g. 
signal transducing molecules. 

24. A method according to claim 22 or 23, in which the 
protein is derived wholly or partly from the heavy and/or 
light chain of an antibody molecule. 

25. A method according to any one of claims 1-24, which 
is used for identification of T cell epitopes, 

26. A method according to any one of claims 1-24, which 
is used for identifying biologically active peptides 
which regulate cell surface expression of proteins. 
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27. Use of a ribonucleic acid or peptide identified by 
the method according to any one of claims 1-26 as a lead 
compound for druq development . 



28. Use of a ribonucleic acid or peptide identifie(i by 
the method accoraing to any one of claims 1-26 for isola- 
tion of a cellular ligand interacting with said ribonu- 
cleic acid or peptide. 



29. Use of a protein containing a particular amino acid 
sequence identified by the method according to any one of 
claims 1-24 for isolation of a cellular ligand interact- 
ing with bald particular amLino acid sequence contained in 
said protein. 
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(54) TiUe: A METHOD FOR IDENTIFICATION OF BIOLOGICALLY ACTIVE PEPTIDES AND NUCLEIC ACIDS 



(57) Abstract 

Biologically active peptides 
and nucleic acids are identified by 
a method comprising the following 
steps: (a) production of a pool of 
appropriate vectors each containing 
totally or partly random DNA 
sequences, (b) efficient transduction 
of said vectors into a number of 
identical eukaryotic cells in such a 
way that a single ribonucleic acid 
and possibly peptide is expressed or 
a limited number of different random 
ribonucleic acids and peptides are 
expressed by each cell, (c) screening 
of said transduced cells to see whether 
some of them have changed a certain 
phenotypic trait, (d) selection and 
cloning of said changed cells, (e) 
isolation and sequencing of the vector 
DNA in said phenotypically changed 
cells, and (f) deducing the ribonucleic 
acid and peptide sequences from 
the DNA sequence. The peptide 
sequences may be introduced into 
or fused to a larger protein preferably 
an antibody molecule or a fragment 
thereof. This may be obtained 
by introducing the random DNA 
sequences into or fusing them to a 
DNA sequence encoding such larger protein 
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This invention concerns a novel method for identification 
of new peptides and post-translationally modified pep- 
tides as well as nucleic acids with biological activity. 

BACKGROUND OF THE INVENTION 

During the last five years the technology for expressing, 
testing and identifying millions of different random pep- 
tide sequences has evolved dramatically. Such peptide li- 
braries can be used for identification of new biologi- 
15 cally active peptides, and therefore the technology has 
added an exciting and very promising new epoch to the 
field of drug development. 

The known peptide library techniques can at present be 
20 divided into two fundamentally different groups: The ran- 
dom synthetic peptide libraries, in which the random pep- 
tides are produced chemically, and the random biosyn- 
thetic peptide libraries, in which the random peptides 
are encoded by partly or totally random DNA sequences and 
25 subsequently synthesized by ribosomes . 

The synthetic peptide libraries. 

Synthetic peptide libraries containing millions of pep- 
-?() tides can be produced by combinatorial peptide chemistry 
and may either be synthesized in soluble form (R.A. 
Houghten et al . Nature, 354, 84-86, 1991) or remain immo- 
bilized on the peptide resin beads (A. Furka et al . , Int. 
J. Peptide Protein Res. 37, 487-493, 1991; K. S. Lam et 
35 al., Nature, 354, 82-84, 1991). Using either of these ap- 
proaches different receptor ligands have been isolated. 
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The advantage of the soluble peptide libraries compared 
to solid phase immobilized peptide libraries is that 
soluble peptides may bind more sterically unhindered to 
the receptors in question. In the synthetic peptide li- 
brary technique proposed by Furka et al . 1991 and Lam et 
al. 1991, respectively, the most important improvement, 
on the other hand, was the approach of having only one 
type of peptide sequence on each bead ("One bead - one 
peptide"). This enables direct selection and eventually 
sequencing of the putative active peptide ligand on a 
single bead using e.g. Edman degradation. Using this 
technology active peptides including peptides consisting 
of D-amino acids or other unnatural amino acids can be 
identified (B. Gissel et al . J. Peptide Science. In 
15 Press, 1995). 

The biosynthetic peptide libraries . 

Bacteriophage expression vectors have been constructed 
that can display peptides on the phage surface (S.E. 
Cwirla et al, Proc . Natl. Acad. Sci. USA, 87, 6378-6382, 
1990). Each peptide is encoded by a randomly mutated re- 
gion of the phage genome, so sequencing of the relevant 
DNA region from the bacteriophage found to bind a recep- 
tor will reveal the amino acid sequence of the peptide 
ligand. A phage containing a peptide ligand is detected 
by repeated panning procedures which enrich the phage 
population for a strong receptor binding phage (J.K. 
Scott, TIBS, 17, 241-245, 1992). 



Bacteria have also been used for expression of similar 
peptide libraries. The peptides can be fused to an ex- 
ported protein, such as an antibody, which can be immobi- 
lized on a solid support. By screening the solid support 
with an appropriate soluble receptor the bacterial clone 
producing the putative peptide ligand can be identified 

(M.G. Cull et al, Proc. Natl. Acad. Sci. USA, 89, 1865- 

1869, 1992). 
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Another described method for preparing large pools of 
different possibly active compounds is by the use of li- 
braries consisting of randomized ribonucleotides or de- 
oxyribonucleotides , the so-called aptamer libraries. The 
5 aptamers are generated in E. coli from a plasmid vector 
containing randomized DNA. From these libraries struc- 
tures with biological activity have been identified (L.C. 
Bock et al, Nature, 355, 564-566, 1992). 

10 PURPOSE OF THE INVENTION 

In order to use the prior art methods for identifying 
biologically active peptides and nucleic acids or their 
respective cellular target proteins, it is necessary to 

15 possess a detailed knowledge about the molecular mecha- 
nisms involved in a certain biological process. If these 
mechanisms are known, it may subsequently be possible to 
develop antagonists or agonists of targets (receptors, 
enzymes, etc.) involved using said methods. The problem 

20 to be solved by the present invention is i.a. to overcome 
the need for said detailed knowledge. 

SUMMARY OF THE INVENTION 

25 According to the present invention the peptide sequences, 
or the ribonucleic acids are identified from biosyntheti- 
cally expressed eukaryotic libraries containing millions 
of partly or totally random peptides and ribonucleic ac- 
ids. In connection with this invention the term ^^peptide" 

30 shall be understood to comprise also a peptide sequence 
introduced into or fused to a larger protein (e.g. an an- 
tibody) . The peptides and ribonucleic acids are synthe- 
sized by the cells from random DNA sequences which have 
been effectively transduced into the cells. Some of the 

35 peptides or ribonucleic acids in the library will affect 
important biological functions in the cells which express 
them. Cells which change phenotype due to the presence of 
such substances can be isolated, and their chemical 
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Structure can subsequently be clarified by sequencing of 
the DNA which encodes them. Such peptides could possibly 
be used therapeutically or as lead conipounds for future 
drug development or they can be used for identification 
5 of new target proteins which are causing the change in 
the biological function of the cell. Such target proteins 
can eventually be used in the development of drugs by 
e.g. conventional medicinal chemistry or synthetic pep- 
tide libraries . 

10 

Accordingly, the method of the invention comprises the 
following steps: (a) production of a pool of appropriate 
vectors each containing totally or partly random DNA se- 
quences, (b) efficient transduction of said vectors into 

15 a number of identical, e.g, mammalian, cells in such a 
way that a single ribonucleic acid and possibly peptide 
is expressed or a limited number of different random ri- 
bonucleic acids and peptides are expressed by each cell, 
(c) screening of said transduced cells to see whether 

20 some of them have changed a certain phenotypic trait, (d) 
selection and cloning of said changed cells, (e) isola- 
tion and sequencing of the vector DNA in said phenotypi- 
cally changed cells, and (f) deducing the RNA and peptide 
sequences from the DNA sequence. 

25 

BRIEF DESCRIPTION OF THE DRAWING 

Figure 1 is a schematic drawing of a standard retroviral 
peptide expression vector. The plasmid form of the vector 

.-^0 (top) carries a cytomegalovirus (CMV) promoter directing 
expression of a retroviral RNA (middle) with a backbone 
(R, U5, PBS, @, PPT, U3, and R) from Akv murine leukaemia 
virus and a peptide translation cassette followed by an 
internal ribosomal entry site (IRES) from EMC virus di- 

35 recting translation of a Neomycin resistance gene (Neo). 
The vector provirus in the target cell (below) contains a 
regenerated retroviral long terminal repeat - LTR (U3, R, 
and U5). The CMV promoter sequence provides a unique tag 
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for efficient initial PGR mutagenesis and amplification. 
The size of the vector without an inserted peptide ex- 
pression cassette is 4.0 kb. 

5 DESCRIPTION OF THE PREFERRED EMBODIMENTS 

A built-in requirement of all the presently known peptide 
library techniques is the necessity of a detailed knowl- 
edge about the mechanisms by which a given receptor or 

10 enzyme regulates a certain phenotypic trait of the cell. 
This receptor or enzyme furthermore has to be available 
in a relatively pure form before a ligand can be selected 
in either of the two types of peptide libraries. When po- 
tential peptide ligands eventually have been identified, 

15 functional assays have to be performed to determine 
whether the ligands exert antagonistic or agonistic ef- 
fects on the desired cellular phenotypic trait. 

The method according to the present invention overcomes 
20 this major problem. By the present method it is thus not 
necessary to know the chain of mechanisms, receptors, 
signalling pathways, enzymes etc. which generate the phe- 
nomenon inside or on the surface of the cell since it is 
the resulting biological effect or phenotypic trait which 
25 is screened for. This is achieved by the following steps: 
(a) production of a pool of appropriate vectors each con- 
taining totally or partly random DNA sequences, (b) effi- 
cient transduction of said vectors into a number of iden- 
tical eukaryotic, e.g. mammalian, cells in such a way 
M) that only a single ribonucleic acid and peptide species 
is expressed ("one cell - one ribonucleic acid or pep- 
tide") or optionally a limited number of different random 
ribonucleic acids and peptides are expressed by each 
cell, (c) screening of said transduced cells to see 
15 whether some of these have changed a certain phenotypic 
trait, (d) selection and cloning of said changed cells, 
(e) isolation and sequencing of the vector DNA in said 
phenotypically changed cells, and (f) deducing the RNA 
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and peptide sequences from the DNA sequence. Either the 
RNA or the peptide encoded by the isolated DNA sequences 
may be the cause of said phenotypic changes of the cell 
and may therefore possess biological activity. 

5 

The introduced peptides are expressed e.g. in the cyto- 
plasm of biologically interesting cells, which before 
that were totally identical, using e.g. the retroviral 
vector systems described in Example 1 . They are expressed 

10 from a pool of vectors containing random DNA sequences 
which has been constructed e,g. as described in Example 
1. Using an appropriate ratio between infective retrovi- 
rus and non-infected cells only a single DNA copy derived 
from the pool of retrovirus vectors is introduced into 

15 each cell. The major advantage by this "one cell - one 
ribonucleic acid or peptide" concept is that cells which 
have changed phenotypical ly upon the introduction of pep- 
tides can be isolated by cloning and selection methods, 
and that the active peptide causing the phenotypic change 

20 can subsequently be identified. This is accomplished by 
isolating the DNA fragment encoding the peptide, e . g, by 
Polymerase Chain Reaction (PGR) technology, and subse- 
quently identifying the DNA sequence. 

25 During the initial screening procedure a larger number of 
retrovirus vectors can be introduced into each cell which 
enables the individual cell to express a number of dif- 
ferent ribonucleic acids or peptides. When a phenotypi- 
cal ly changed cell clone subsequently has been isolated 

30 all retroviral DNA in that particular clone can be iso- 
lated by PGR, and the PGR product can be used for re- 
trans feet ion of the packaging cells ordinarily used for 
virus production . The retroviral vectors isolated from 
these packaging cells can subsequently be used for trans- 

15 duction of new biologically interesting cells using the 
"one cell - one ribonucleic acid or peptide" concept. Fi- 
nally, after a second cloning procedure the active sub- 
stance can be identified as described above. Further, the 
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biologically active ribonucleic acid, peptide or protein 
isolated by this method can be utilized either as a bad 
compound for drug development or as an affinity ligand 
with the purpose of isolating and identifying the protein 
target responsible for the biological activity. Such tar- 
get proteins are very useful tools in drug development. 

The use of small vectors (below 3 kb of DNA) has the ma- 
jor advantage of allowing simple PCR-mutagenesis and am- 
plification without ligation and cloning steps. Another 
important advantage of using small vectors is that the 
vectors in a pool of target cells can be amplified di- 
rectly by PGR and retrans f ected into packaging cells, 
hence allowing multiple rounds ot selection to remove 
time-consuming analysis of false positives or contaminat- 
ing cells. Direct sequence analysis of the derived random 
plasmid clones is used to assure the randomness of the 
expression library. The standard vector capable of ex- 
pressing the random peptide library is shown schemati- 
cally in Fig . 1 . 

The cells which are found to have changed phenotypically 
upon the introduction of the random DNA sequences could 
alternatively have changed as a consequence of interac- 
25 tions with the ribonucleic acid molecule transcribed from 
the introduced DNA, in analogy to the described libraries 
consisting of randomized ribonucleotides or deoxyribonu- 
cleotides, the so-called aptamer libraries. Such ribonu- 
cleic acid molecules would therefore also possess bio- 
10 logical activity. Furthermore, the observed effect could 
also be due to biological activity of carbohydrate moie- 
ties or other post-trans lational modifications on the ex- 
pressed peptides in the cell. Using an appropriate puri- 
fication-tag on the peptides in the library, it would be 
35 possible in that case to purify these and analyze the ex- 
act chemical structure of the post-translational modifi- 
cations in question . 



15 
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Since the efficiency of the non-viral methods commonly 
used for stable gene transfer into mammalian cells is 
very low, it would not be possible to establish a peptide 
expression library in mammalian cells by such methods. In 

5 addition non-viral methods generally lead to multiple in- 
tegrations of DNA in the cell genome in disagreement with 
the "one cell one ribonucleic acid or peptide*' concept. 
In order to achieve the necessary high efficiency single 
gene copy transfer a viral vector must be used. Very re- 

10 cently cDNA expression libraries which were constructed 
using retroviral vectors have been described. From such 
libraries cytokines and cellular growth factors have been 
isolated (A.J.M. Murphy et al . , Proc . Natl. Acad. Sci. 
USA, 84 , 8277-8281, 1987., B.Y. Wong et al . , J. Virol., 

15 68, 5523-31, 1994., J.R. Rayner et al . , Mol . Cell. Biol., 
14, 880-887, 1994). Expression of well defined peptides 
in transfected eukaryotic cells has also previously been 
established, although not using retroviral vectors (M.S. 
Malnati et al . , Nature, 357, 702-704, 1992., E.O. Long et 

20 al., J. Immunol., 153, 1487-1494, 1994 ). A library of 
random peptides has never been expressed in mammalian 
cells with the purpose of identifying biologically active 
peptides or ribonucleic acids. 

25 Immunology is an important biological field where the 
method according to the invention can be used. T cells 
only recognize fragments of protein antigens, and only if 
these are bound to MHC molecules. Two types of MHC mole- 
cules - the class I and II molecules - present antigen 

30 fragments to T cells. The peptides presented by MHC class 
I molecules, which are on the surface of essentially all 
nucleated cells, are 8-9 amino acids long and generally 
derived from proteins in the cytosol of the cell. These 
can be self -proteins , viral proteins, peptides introduced 

35 into the cytosol by transfection or tumor antigens. It is 
of considerable interest to be able to identify such pep- 
tides or T cell epitopes e.g. with regard to vaccine de- 
velopment or in immunotherapy of cancer. Identification 
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Of such fragments is, however, a very difficult, demand- 
ing and some times impossible task requiring large 
amounts o£ affinity purified MHC molecules derived from 
the tumor cell in question and iterative combinations of 
advanced mass spectrometry, HPLC and functional T cell 
assays. Furthermore, most peptide antigens cannot be 
identified due to the presence of very low amounts of the 
individual peptides on the MHC molecules. In Example 2 it 
is demonstrated that the method according to the present 
invention can be used for identification of said T cell 
epitopes . 



Cell lines expressing biologically important surface 
molecules can also be transduced with a random peptide 

15 library according to the invention. An example of such 
molecules could be the B7 co-stimulatory molecule, which 
is known to be important for activation of T cells, or 
the selectin family of proteins which are known to be in- 
volved in the homing of inflammatory cells to inflamed 

20 tissue. Cells which change phenotype (e.g. either up- or 
down-regulate B7 ) can be selected and cloned as described 
in Example 3. After isolation of the transduced DNA by 
PGR new cells can be transduced with the isolated DNA to 
confirm the observation. Subsequently, the peptide se- 

25 quence can be deduced from the DNA sequence. 

It has been described by others that specific monoclonal 
antibodies or F(ab) fragments can be expressed in the cy- 
toplasm of a cell and exert a biological activity there 
30 (T.M. Werge et al . , Febs Letters, 274, 193-198, 1990). 

According to the present invention the wholly or partly 
random peptide sequence can also be introduced into the 
variable region of an antibody F(ab) fragment. Therefore, 
35 a library of F(ab) fragments containing random peptide 
sequences can be expressed in a cell clone in a way that 
each all express a single antibody specificity. Subse- 
quently biologically changed cells are isolated and 
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cloned, and the identified intracellular F(ab) fragment 
can be used for purification of the target protein in- 
volved in the biological proteins . Such target protein 
can subsequently be used for development of drugs capable 
5 of modifying said target proteins . 

The invention is illustrated by the following examples: 

EXAMPLE 1 

10 

Construction of an intracellular eukaryotic peptide li- 
brary 

A retrovirus vector capable of expressing random peptide 

15 sequences is constructed. If the random DNA sequences 
used in the vector were produced using conventional ran- 
dom oligonucleotide synthesis a large number of stop 
codons inevitably would be introduced. Furthermore, due 
to the degeneracy of the genetic code an uneven distribu- 

20 tion of the encoded amino acids would be the result. We 
avoid this by producing the random DNA sequences by ran- 
dom codon synthesis: An appropriate amount of resin used 
for solid phase oligonucleotide synthesis (optionally al- 
ready containing a DNA sequence corresponding to an ap- 

25 propriate vector cloning site) is divided into 20 differ- 
ent portions. On portion no. la conventional solid phase 
chemical synthesis of three bases corresponding to a 
codon encoding the amino acid, alanine, is performed. On 
portion no . 2 a codon encoding cysteine is synthesized 

30 and so forth. When each of the 20 portions have been cou- 
pled with codons corresponding to each of the natural 
amino acids, all portions are mixed and divided again 
into 20 equally sized resin portions. The codon synthesis 
is then repeated again, and the whole procedure is re- 

35 peated until the desired randomized DNA sequence has been 
synthesized - e.g. corresponding to 6-10 random amino ac- 
ids. This can also be achieved by using blocked and pro- 
tected trinucleotide phosphoramidites encoding the 20 



wo 96/38553 




PCT/DK96/00231 



1 1 



natural amino acids in a total random oligonucleotide 
synthesis (J. Sondek et al . , Proc . Natl. Acad. Sci. USA, 
89, 3581-5, 1992). Finally, other appropriate vector 
cloning sites can be synthesized on all the oligonucleo- 
5 tides before they eventually are cleaved from the resin. 

The pool of random synthetic oligonucleotides can be used 
to generate a pool of vectors with random sequences in 
appropriate positions either by restriction cleavage and 

10 ligation or, preferentially, to avoid inefficient liga- 
tion steps, by PCR-mutagenesis . The procedures follow the 
principles of site-directed PCR-mediated mutagenesis (S. 
Perrin et al , , Nucl . Acids Res. 18 , 7433-38 , 1990), but 
the methodology has been adapted to deliver a com.plex 

15 mixture of products. Briefly, the random oligonucleotides 
carrying vector sequences flanking the random sequence 
are used as primers in a PGR reaction together with a 
unique terminal vector primer. In order to retain com- 
plexity large quantities of template as well as of vector 

20 and randomized primers are used, and product diversity is 
further ensured by pooling of multiple independent PGR- 
reactions. Subsequently, an overlapping PGR fragment con- 
taining the remaining vector segment is produced by stan- 
dard PGR. Finally, this overlapping segment is joined 

25 with the PGR fragments containing the random DNA using 
another unique set of terminal primers. 

DNA fragments produced by Taq DNA polymerase enzyme may 
contain additional nucleotides at the 3 'DNA strand. These 
30 extra nucleotides will be deleterious for combining two 
PGR products with overlapping termini into one fragment. 
By addition of Klenow DNA polymerase enzyme these nucleo- 
tides can be removed by the 3' go 5 ' exonuclease activity 
of said enzyme, increasing the combining efficiency. 

35 

Alternatively the PGR product can be trimmed at the ter- 
mini by digestion with restriction enzymes whose recogni- 
tion sequences have been incorporated into the oligonu- 
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cleotides used as primers for the PGR reaction. By utili- 
zation of the temperature cycle method developed by (Lund 
et al.. Nucleic Acids Res., 24, 800-801, 1996) the effi- 
ciency of the ligation reaction can be increased and the 
5 ligation product used for direct transfection of the 
packaging cells. 

To maintain diversity, the PCR-generated linear vector 
DNA is used directly for trans feet ion of packaging cells , 

10 and virions containing the pool of different vectors are 
harvested under transient conditions . Small bicistronic 
single transcript vectors containing a random peptide 
trans la t ion cassette fol lowed by an internal ribosomal 
entri site (IRES) from EMC virus directing translation of 

15 a Neomycin (Neo) resistance gene. The Neo gene functions 
as a selection marker to allow titre determination and 
elimination of non- transduced cells, if necessary. Other 
available relevant vectors employ other selectable genes 
such as phleomycin and hygromycin B resistance and have 

20 the peptide translation cassette after the IRES element. 
Alternatively, even smaller vectors , carrying only the 
peptide expression cassette and lacking a selection 
marker can also be used . 

25 The use of small vectors (below 4 kb of DNA) has the ma- 
jor advantage of allowing simple PCR-mutagenesis and am- 
plification without ligation and cloning steps . Another 
important advantage of using small vectors is that the 
vectors in a pool of target cells can be amplified di- 

30 rectly by PGR and retrans fee ted into packaging cells , 
hence allowing multiple rounds of selection to remove 
time-consuming analysis of false positives or contaminat- 
ing cells. Direct sequence analysis of the derived random 
plasmid clones is used to assure the randomness of the 

35 expression library. The standard vector capable of ex- 
pressing the random peptide 1 ibrary is shown schemati- 
cally in Fig . 1 . 
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To maintain diversity of the vector pool a high fraction 
of the vector RNA transcripts must be encaps idated into 
retroviral particles. By transfection of the packaging 
cells with a DNA construct expressing a tRNA matching the 
5 corresponding PBS in the retroviral vector we can in- 
crease the production of functional vector containing vi- 
rus particles 10 fold under transient conditions.. 

A new packaging cell line will be generated after a sin- 
10 gle transfection of a construct encoding all retroviral 
proteins. To diminish the risk of generation of replica- 
tion competent virus and to obtain maximal expression the 
vector will have the following simplified outline: pro- 
mo ter-gag-pol transcript-IRES-phleomycin resistance gene- 
15 IRES-env-polyadenylation signal. One advantange of said 
vector is that the phleomycin resistance gene enables se- 
lection for high expression and that the sheer size of 
the vector transcript restricts the encapsidation into 
retroviral particles thereby diminishing the risk of gen- 
20 eration of replication competent virus. The size limit 
for encapsidation of RNA transcripts is about 10 kb . 

In addition to traditional packaging cell line a semi- 
packaging cell line with a corresponding minivirus-vector 

25 will be used. The semi-packaging cell line consists of 
vectors encoding two mutated gag-pol transcripts comple- 
menting each other. The use of two different gag-pol 
transcripts reduces the risk of generating wild type vi- 
rus. Each cell in the semi-packaging cell line now con- 

30 tains all retroviral proteins needed for production of 
retroviral particles except the envelope proteins these 
proteins are supplied by the minivirus-vector. This vec- 
tor is a bicistronic vector with following outline LTR- 
PBS -packaging signal -random peptide- I REs-env-polypurine 

35 tract -LTR . This vector will be able to transduce the 
semi-packaging cells as these do not produce envelope 
proteins prior to infection with the minivirus-vector. 
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Thus, infection of the semi-packaging cell will not be 
restricted by receptor interference. 

Restrictions upon the "randomness" of the peptide se- 
quence can be introduced, for the purpose of limiting the 
number of available sequences in the mammalian cellular 
library and for introduction of e.g. N-glycosylat ion 
sites, or other post-translational modifications of all 
expressed peptides if so desired. Purification tags - 
e.g. poly-His or others - can also be included in the ex- 
pressed peptides for facilitating the purification and 
identification of the peptide itself. This is necessary 
for the identification of post-translational modifica- 
tions, which were not obvious from the peptide sequence. 



A population of eukaryotic cells is infected with the 
retrovirus carrying genetic constructs containing random 
DNA sequences which encode a library of millions of ran- 
dom peptides. Initially an excess number of virus com- 

20 pared to eukaryotic cells can be used. This leads to ex- 
pression of a number of different peptides within each 
eukaryotic cell. These cells can subsequently be screened 
as described below, and the DNA can be isolated e.g. by 
PGR and used for reinfection of other cells. If an appro- 

25 priate ratio between the number of retrovirus containing 
the random DNA sequences and cells is chosen, each cell 
will be transduced with a different random DNA sequence 
("one cell - one ribonucleic acid or peptide"). This 
eventually enables the identification of an active pep- 

30 tide. 

The peptide may optionally be targeted to different com- 
partments in the cell by incorporating appropriate signal 
sequences in the translated sequences. 



w o 96/38553 




PCT/DK96/00231 



15 



10 



15 



25 



30 



35 



EXAMPLE 2 

Identification of T cell epitopes by the use of mammalian 
intracellular expression libraries 

The interleukin 2 (11-2) dependent cell line, CTLL-2 , is 
transfected with the murine Major Histocompatibility 
(MHC) class I molecule, . Subsequently this cell line 
is infected with a retrovirus peptide library which was 
described in Example 1. This CTLL-2 peptide library ex- 
presses a wide range of random peptides, and if appropri- 
ate associated anchor residues known to be important 
for peptide binding to are introduced in the retrovi- 
ral peptide sequence, a large library of peptides bound 
to are presented on the surface of the CTLL-2 cells. 



restricted T cell hybridomas are generated against an 
appropriate virus antigen using conventional cellular im- 
munological technology (Current Protocols in Immunology, 
20 Eds. Coligan et al . , NIH) . Such hybridomas secrete 11-2 
upon recognition of antigen. A T cell hybridoma, which 
recognizes an unknown bound virus T cell epitope, is 
subsequently incubated with samples of the K CTLL-2 li- 
brary. If the hybridoma recognizes a peptide, the CTLL-2 
cell presenting the peptide will be stimulated to prolif- 
erate by the 11-2 secreted by the hybridoma. In that way 
the CTLL-2 cell expressing the unknown virus T cell epi- 
tope can be selected and cloned. From this clone the DNA 
sequence encoding the peptide epitope in question can be 
isolated using PCR technology followed by conventional 
DNA sequencing. This eventually leads to identification 
of the unknown virus T cell epitope. 



EXAMPLE 3 

Identification of biologically active peptides or ribonu- 
cleic acids which regulate cell surface expression of 
proteins 
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Cells expressing the immunoregulatory membrane molecule, 
B7, are infected with the random peptide libraries con- 
structed as described xn Example 1. In this example a 
random eight-mer peptide library is introduced. 

Using specific monoclonal antibodies the expression of B7 
is analyzed by conventional methods. Cells which up- or 
down-regulate B7 can be selected either positively, e.g. 
using Fluorescence Activated Cell Sorting, or negatively, 
e.g. using appropriate antibodies in combination with ly- 
sis by complement. 



Cells which show changes in expression of B7 are cloned 
by conventional means, and the DNA introduced by retrovi- 
ral vectors is isolated using PCR and a set of retrovirus 
specific primers. The peptide sequence or possibly the 
RNA corresponding to said DNA may be able to modify the 
expression of B7 and hence the activation of T cells. 
This can subsequently be tested in conventional T cell 
20 assays . 



EXAMPLE 4 

Identification of a F(ab) fragment capable of modifying 
25 the immunoregulatory molecule B7. 

A retroviral library encoding the variable heavy chain 
(Vh) as well as the variable light (Vl) gene fragments of 
the immunoglobulin molecule is produced. The gene region 

30 of both gene fragments corresponding to the antigen 
binding site of the resulting F(ab) fragments contains 
furthermore partly random gene sequences as described in 
example 1. This will lead to a large number of diverse 
peptide sequences in the antigen binding site of the 

35 F(ab) fragment. The retroviral vector library therefore 
encodes a large number of different F ( ab ) fragments with 
different antigen binding specification. 
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This library is subsequently transduced into a cell clone 
in such a way that each cell expresses a single F(ab) 
fragment species in e.g. the cytoplasm. Phenotypical ly 
changed cells are subsequently cloned and the sequence 

5 of the peptide in the intracellular (Fab) fragment is 
identified as described in example 1. This antibody can 
subsequently be produced in large scale by conventional 
means and be used for affinity purification of the cellu- 
lar target protein responsible for the biological change 

10 of the cell phenotype . This can e.g. be done from lysates 
produced from the original non-modified cell clone. 

Alternatively the retroviral F{ab) library can be con- 
structed using e.g. a poly-His tag or other appropriate 

15 tags. In that way the antibody and the corresponding tar- 
get can be isolated directly from the phenotypically 
changed cell by affinity chromatography. The isolated 
target can subsequently be identified by e.g. N-terminal 
amino acid sequencing in combination with conventional 

20 cloning methodology. Such target proteins are very impor- 
tant drug targets for further drug discovery. 



wo 96/38553 



18 



PCT/DK96/00231 



PATENT CLAIMS 

1. A method for identification of biologically active 
peptides and nucleic acids comprising the following 

5 steps: (a) production of a pool of appropriate vectors 
each containing totally or partly random DNA sequences, 
(b) efficient transduction of said vectors into a number 
of identical eukaryotic cells in such a way that a single 
ribonucleic acid and possibly peptide is expressed or a 

10 limited number of different random ribonucleic acids and 
peptides are expressed by each cell, (c) screening of 
said transduced cells to see whether some of them have 
changed a certain phenotypic trait, (d) selection and 
cloning of said changed cells, (e) isolation and sequenc- 

15 ing of the vector DNA in said phenotypic ally changed 
cells, and (f) deducing the ribonucleic acid and peptide 
sequences from the DNA sequence . 

2 . A method according to claim 1 , in which the peptide 
20 is a peptide sequence introduced into or fused to a 

larger protein, preferably a F(ab) fragment or an anti- 
body molecule. 

3 . A method according to claim 1 or 2 , in which the 
25 amino acid sequences of the random peptide library are 

encoded by synthetic DNA sequences /oligonucleotides pro- 
duced by codon split synthesis, where defined DNA codons 
are synthesized in a random order. 

M) 4 . A method according to claim 1 or 2 , in which the 
amino acid sequences of the random peptide library are 
encoded by synthetic DNA sequences/oligonucleotides pro- 
duced by conventional random oligonucleotide synthesis. 

35 5 . A method according to any one of claims 1-4 in which 
the random DNA sequences are introduced into the expres- 
sion vector by the principle of site directed PGR- 
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mediated mutagenesis hereby ensuring the complexity of 
the library. 

6. A method according to claim 5 in which 3 '-5' exonu- 
5 clease trimming of PGR product 3' ends is used for opti- 
mal combining efficiencies of two such PGR products. 

7. A method according to any one of claims 1-6, in which 
temperature-cycling ligation is used for optimal ligation 

10 of a DNA fragment into a vector, maintaining a high di- 
versity of the library for transfection into packaging 
cells . 

8. A method according to any one of claims 1-7, in which 
15 the random DNA sequences are introduced into the number 

of eukaryotic cells in such a way that only one DNA se- 
quence is introduced in each cell, one cell expressing 
one ribonucleic acid and possibly one peptide, thus ena- 
bling a particular sequence to by isolated and analyzed. 

9. A method according to any one of claims 1-8, in which 
the random DNA sequences are introduced into the eukary- 
otic cells by the use of appropriate viral vectors se- 
lected from e.g. retrovirus or vaccinia virus. 

10. A method according to claim 9, in which the vector 
used is a retroviral vector. 

11. A method according to claim 9 or 10, in which the 
30 random DNA sequences are produced as linear PGR products 

which are directly introduced into the virus packaging 
cells by non-viral transfection methods. 

12. A method according to any one of claims 9-11, in 
35 which the viral DNA introduced into the cells is ampli- 
fied directly by PGR and used for retrans f ec t ion of new 
target cells with the purpose of eliminating false posi- 
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tives and/or enabling the "one cell - one ribonucleic 
acid or peptide" concept. 

13. A method according to any one of claims 9-12, in 
5 which the viral titer of retroviral packaging cell lines 
is increased by transient transfection with a functional 
tRNA gene corresponding to the PBS in the vector. 
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14. A method according to any one of claims 9-13, in 
which a packaging cell line constructed from a vector ex- 
pressing a single transcript translating the three poly- 
proteins /proteins , gag-pol, a drug resistance gene, and 
the env gene is used. 

15. A method according to any one of claims 9-14, in 
which a semi-packaging cell line with a corresponding 
minivirus/vector enabling vector expression after trans- 
duction rather than transfection of cells is used. 

16. A method according to any one of claims 1-15, in 
which appropriate restrictions upon the random nature of 
the expressed peptides are introduced such as e.g. glyco- 
sylation sites and anchor residues. 

17. A method according to any one of claims 1-16, in 
which the biologically active peptide or protein also 
contains a purification tag enabling the direct isolation 
of the biologically active protein as well as the target 
protein causing the biological activity. 



18. A method according to any one of claims 1-17, in 
which appropriate signal peptides, other leader molecules 
or recognition sequences also are encoded by the intro- 
duced DNA in such a way that they are fused to the ex- 
35 pressed random peptides, or the expressed proteins con- 
taining the random peptide sequences, enabling these to 
be directed towards defined cellular compartments. 
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19. A method according to any one of claims 1-18, in 
which the random DNA sequences are introduced into, or 
fused to a DNA sequence encoding a larger protein ex- 
pressed simultaneously from the library vectors. 

20. A method according to claim 19, in which the larger 
proteins are selected from secreted proteins, intracellu- 
lar proteins, and membrane proteins e.g. signal transduc- 
ing molecules . 

21. A method according to claim 19 or 20, in which the 
larger protein is derived wholly or partly from the heavy 
and/or light chain of an antibody molecule. 

22. A method according to any one of claims 1-21, which 
is used for identification of T cell epitopes. 



23. A method according to any one of claims 1-21, which 
is used for identifying biologically active peptides 

20 which regulate cell surface expression of proteins. 

24. Use of a ribonucleic acid or peptide identified by 
the method according to any one of claims 1-23 as a lead 
compound for drug development. 



25. Use of a ribonucleic acid or peptide identified by 
the method according to any one of claims 1-23 for isola- 
tion of the cellular ligand interacting with said ribonu- 
cleic acid or peptide. 

26. Use of a larger protein containing a particular 
amino acid sequence identified by the method according to 
any one of claims 1-21 for isolation of the cellular li- 
gand interacting with said larger protein. 
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